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LC Telt Method Bo. LC910300 

To deteraine the a~~ount of Peroxyoctanoic acid 

and Octanoic acid in KX6049 liquid sanitizer 
product (178.1010) by HPLC. 

Applicable to KX6049 liquid sanitizer product. 

Reversed phase liquid chroaatography is used to 

deteraine the amount of peroxyoctanoic acid and 

octanoic acid in the KX6049 product by Diode 
Array uv detection and coaparison of peaks usinq 

an external standard. 

Any equivalent instrument modules may be 
substituted for those listed below. 

HPLC 
Pllap 
Injector 
UV Detector 
Recorder 
Deta systu 

Pre-column 

Hewlett Packard l090M 
Binary DRS 
Variable Volume Auto-injector 
HP 79880A Diode Array Detector 
Kipp ' Zonen Model BD 40 
HP 3357 LAS 

: Whataan Solvecon Silica Gel 
37-53 •icro•etre, 4.8 .. x 100.. 

Guard column : Water. Bondapak Cll, 4 .. x 23.lu 

Analytical 

column 

: •icroBondapak C18, Water• Cbroll. 
Div., 

Millipore Div., 4 .. x 300.. 

typical ColUIIIl Pressure • 120 ,_,.. 
Initial Value of n • 8466 : • : 

•••••• 
.Analytical Balance, Sartorius ~'1 
Pipets, Cla•• A, !SilL, and 211L,,,,, 
Voluaetric Fla•k, Class A, 100 ~: 

Graduated cylinder, Gla•• stoHW, 
Beakers, !SoaL and lOOOIIL 
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Vial, BaL Wheaton 224804 or equivalent 

Caps, Wheaton 240509 or equivalent 

Vial, 1aL Wheaton 223682 or equivalent 

Aluainua seal, Teflon lined Wheaton 224211 or 

equiv. 
Filter, Millipore FHLP 013 oo, 0.5 micrometre 

Filter, Millipore GSWP 047 00, 0.22 aicroaetre 

Filter, Millipore HATF 047 00, 0.45 aicroaetre 

Syringe, 10 aL Glass with Luer Lock tip 

Solid Phase Extraction Cartridge, SepPak Cll or 

equiv. 

Detector . DAD UV . 
Wavelenqth . A-210,4na; B-210,4NU Ref.-

• 
500,100na 

Ranqe • 200 - 300 na • 
Threshold . 5.0 aAU • 
Peak Width 0.400 min. 
Recorder : 10 IIVFS 
Flow Rate : 1.0 mL/min. 
Coluan Press.: 120 bar is typical 
Chart Speed • 5 -tain. • 
Inj • Voluae : 20 aicroliters 
RUn Tiae • 16.0 min • • 

Sodiua Perchlorate, Fisher S490, HPLC grade 

Methanol, RPLC grade, Burdick • Jaclcson U30 

Acetonitrile, RPLC grade, BUrdick ' Jackson 1015 

Water, Mllll-Q distilled, H~LC grade 

Phosphoric Acid, Rea9ent grade • ••• 

Octanoic acid, 9t.5t purity, Af-4~ ft,3~-3 

Peroxyoctanoic acid, Ecolab pr,pa~ and· 

purified •••••• • • • • •• • ••• 
• •• • 
Mobile Phase - 0.1 M sodiua peri~~rat•:•ps 2.5 

in 60:40 , uthanol:watar ••••• • • •• • • • •••• 
• • • • • •• •• 
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1. Weigh 28.092CJ of sodiua perchlorate into a 

tared 50 IlL beaker. 
2. Filter 1000 aL of Milli-Q water through a 

Millipore GSWP 0.22 aicrometre filter with 

an all glass filter apparatus and sonicate 

for about 15 min. to degass. 
3. Transf~r the perchlorate to a 1000 aL 

beaker, using ~00 aL of Milli-Q water to 

rinse ~; ~aaker. 
4. Stir to dissolve the p·erchlorate. 

5. Adjust pH to 2.5 with 1.0 N H3P04. Initial 

pH is about 6.08. 
6. Filter thrOUCJh a Millipore HATF 0.45 

aicrometre filter with an all glass filter 

apparatus. 
7. Pour 800 mL into a 2000 mL grad. cylinder. 

8. Add 1200 mL of filtered, deCJassed methanol 

and mix. Do not re-adjust the volume. 

9. Pour into a LC reservoir and sonicate for 

2 minutes. 
10. Label with date and notebook reference. 

Preparation of Standard of Peroxyoctanoic and 

Octanoic Acids 

1. WeiCJh O.Ol6CJ of peroxyoctanoic acid and 

0.160CJ of octanoic acid into a tared 100 IlL 

volumetric flask. 
2. Acid acetonitrile:water, 60:40 to volume urk 

and ~ix to dissolve. 
3. Filter about 3 IlL thr0119b \.m\o' o.<s:·: 

aicroaetre filter collectiJN plout "t .a. in 

each of three tc vials for "the •autosbpler, 

and cap with a teflon lined".-ztainum 

seal. Label each vial on ed91..6f the.aeal • 

• 4. calculate uount of each COIIpiOent..ln "Jlf/IIL 

usinCJ the purity of the c~PAQent. • 
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calibration with standard 

1. Enter the standard amounts for each coapouncl 
as mgjaL into the calibration table of tbe 
method of the LAS data systea. 

2. Calibrate using the external standard, peak 
height method (REST), with the HP 3357 LAS. 

3. Perf ora 3 injections to equilibrate the 
system. 

4. Using the LAS aata systea, calibrate with 3 
injections of the standard usinq the CALBI 
and 2 CALBA commands. Than run an additional 
injection to verify the calibration. 

Preparation of Samples 

1. Weigh 0.10g of sample into a tared 8 aL 
vial. 

2. Add by pipet 5. o aL of Hilli-Q water and 
aix. 

3. Perfora sepPak C18 extraction and clean-up 
of the sa~ple as described in SepPak 
procedure. 

SepPak Procedure 

SepPak ell Preparation •••• ...... · .. · : 
1. 

2. 
3. 

Remove plunger froa a 10 IILigJ:ds syrl119e, 
and place the lon~ end of •.,A&tak ell 
cartridge on the Luer tip of ~· syri119e 
barrel. •• :••• 
PoUr !5 aL of acetonitrile iAW"the r.ytiJl9e. 
Insert the plunver and puap•d\e" acetol\itrile 
through the SepPak Cll cartridge. : .::• • 
Remove the cartridge froa the syrinp ~P· 

• • • •• •• 

Paqe S2 of fil 

\ 



ICOLU IJIC. 
COPYUGB'l, lttl 
ALL lliGJl'll ltBII'lRVED 

5. 

/ 

LC Test Method No.:LC910300 
Naae: DeteraiDatloD of 

Perozyoctaaolc aad octaaolc &olC. 
Supercedes: New 
Effectlve Date: 10-18-91 
Page 5 of 7 
Written By: L.H.Rue 

Repeat steps 1 through 4 with 10 aL of water 
and then 2 x 10 aL of air in place of the 
acetonitrile. 

sample Application to SepPak 

1. Reaove plunger from a 10 aL qlass syringe, 
and place the lonq end of a SepPak C18 
cartridqe on the Luer tip of the syrinqe 
barrel. · 

2. Transfer sample from 8 mL vial to syrinqe 
quantitatively. Rinse the vial with 2.0 aL 
of water and add to the syrinqe. 

3. Insert the plunqer and pump the sample 
throuqh the SepPak C18 cartridqe slowly. 

4. Remove the cartridqe from the syrinqe tip. 
5. Repeat steps 1 throuqh 4 vi th 2. o mL of 

water and then with 10 mL of air in place of 
the sa.11ple. 

sample Removal from SepPak 

1. 

z. 
3. 

•• 

5. 

Remove SepPak C18 cartridqe and plunqer froa 
the 10 mL glass syringe, and replace the 
lonq end of the SepPak cartridqe on the Luer 
tip of the syrinqe barrel. 
Pipet 2 aL of acetonitrile:water, 80:20 into 
the syringe. 
Insert the plunqer and pu.p the solvent 
through the SepPak C18 cartridge ani:\ s:Allect 
eluate in a 2 IlL volWDetric.t.l.lask ~.t:lil 
volu.e •rk. : : : • 
Stopper the flask and aix. fFMifer by aeens 
of a dispo11able pipet r.rt of: tie saaple 
solution into a 1 IlL v al for "the Au'r 
aaapler. ••:•• • •••• 
Clean SepPak C18 c::artridqe ~'steps'troa 
sepPak C18 Preparation after each MlfP)e 
extraction. , , 
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-.. 
Analysis of Samples 

1. Perform duplicate injections for each 
sample, obtaining the report froa the HP LAS 
system to provide the amount in aqjmL. 

2. calculate the percent of peroxyoctanoic acid 
and octanoic acid in the saaple for each 
injection. 

Percent • ((aq/aL found x 2 aL) I saaple
vt., aq) X 100 

3. Report the mean ' Peroxyoctanoic acid and 
the mean ' Octanoic acid found in the sample 
for the KX6049 sanitizer product. 

Precision Statements 

Peroxyoctanoic Acid 

1. The method precision • 2s based on the 
analysis of 5 replicates of the same sample 
on each of two days by the saae analyst 
using the same instrument with dupliicate 
injections vas 0.0644 t. The aean 
concentration of the saaples vas 0.503 t. 

2. The syst .. precision • 2s based on 10 
injections of the saae saaple solution by 
the saae analyst uainq the saae inatfiWtllt 
on the saae day vas 0.0211 ,,,ae '••' : 
aeasureaents were aade one ~f~t the Qther 
on a saaple whose aean conctit'~Jiftion vas 
0.465 '· • • • • .. • ••• • ••••• • • • • 

• ••• -~anoic Acid • 
1. 

••••• 
The aethod precision • 2• based on tJ\11'• 
analysis of !I replicates of the saae. sqple 
on each of two days by the s ... anaS¥~t: 
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usinq the same instrument with dupliicate 
injections vas 0.0977 t. The mean 
concentration of the samples was 3.3907 t. 

2. The system precision • 2s based on 10 
injections of the same sample solution by 
the same analyst usinq the same instrument 
on the same day was 0.0849 t. The 
measurements vera made one after the other 
on a sample whose mean concentration was 
3.3611 '· 

Method LC9103 

Prepared by:~~~~U4~~L----

Approved by:~~~~~~~~----
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